2A9 antibodies were kind gifts from Borivoj Vojtesek. Nutlin compounds (3a and 3b) were kindly provided by Roche.
Characterization. The UV-vis absorption spectra of samples were measured using a Shimadzu UV-1700 spectrophotometer. Their fluorescence spectra were measured using a fluorometer (LS-55, Perkin Elmer, USA). The interaction of probe with Mdm2 protein and drugs were conducted using a microplate reader (Tecan, infiniteM200) with a 384-well polypropylene plate. A 0.1% trifluoroacetic acid solution in H 2 O and acetonitrile was used as the eluent for HPLC experiments (Agilent). Mass spectra were recorded on Agilent 5975 DIP-MS for EI and the AmaZon X LC-MS for ESI. Average particle size and size distribution of the NPs were determined by dynamic light scattering (DLS) with particle size analyzer (90 Plus, Brookhaven Instruments Co. USA) at a fixed angle of 90° at room temperature.
Synthesis of TPECM-12.1Pep probe. Alkyne-functionalized peptide MPRFMDYWEGLS-Pra (10 mg, 6.0 μmol) and TPECM (3.7 mg, 6.0 μmol) were dissolved in a mixture of dimethyl sulfoxide and water (v/v = 5/1, 1.0 mL). The click reaction was initiated by sequential addition of catalytic amounts of CuSO4 (1.92 mg, 12 μmol) and sodium ascorbate (4.8 mg, 24 μmol). Expression and purification of Mdm2. Hexahistidine-Mdm2 recombinant protein (residues 18-125) was purified as previously described. [3] Briefly, cDNA encoding residues 18-125 of Mdm2 was cloned into pET19b (Novagen), transformed into E.coli BL21 (DE3) and induced with 1mM IPTG. Bacterial cells were then disrupted and first purified using a Ni-nitrilotriacetic acid (NTA) column (eluted with a 1M imidazole gradient), followed by cation exchange chromatography (eluted using a 1M NaCl gradient).
Cell culture. H1299-p53 Ecdysone-Inducible (EI) cells (kind gifts from Paul Neilsen) are stably integrated with an inducible cassette allowing strong, constitutive p53 expression, through the use of ponasterone A, in the naturally p53-null background of H1299 cells. [3] DKO cells are p53 -/-Mdm2 -/-mouse embryonic fibroblasts kindly provided by Gigi Lozano. [4] T22 reporter cells carry a stably integrated, p53 responsive, RGCΔfosLacZ reporter gene. For the reporter assay, T22 cells were seeded overnight onto a 96-well culture dish before a 20-hour treatment of respective p53-Mdm2 inhibitors the following day. After which, β-galactosidase activity was measured using the Dual-Light luminescent assay kit (Life Technologies), following manufacturer's protocol. [5] H1299-EI, DKO and T22-reporter cells were cultured in Dulbecco's Modified Eagle Medium (DMEM) supplemented with 10% fetal bovine serum and 1% penicillin/streptomycin at 37 °C in a humidified environment containing 5% CO 2 .
Western blot
Total cell lysates for western blot analysis were first obtained by harvesting cells using 1x LDS solution. Cells were sonicated and heat denatured (3 minutes at 95 o C) before electrophoretically separated on a Bolt 10% Bis-Tris gel (Life Technologies) and transferred onto a nitrocellulose membrane using the iBlot® transfer system (Life Technologies). [6] Protein-immobilized membranes were then blocked in 5% milk (w/v, PBS/0.1% Tween-20) before a 1-hour incubation in the respective primary antibodies (5% milk/PBST), washed (3x PBST), and further incubated for 30 minutes in anti-mouse secondary antibodies before final washes (5x PBST).
Chemiluminescence substrate solution (Clarity TM ECL, Biorad) was then added onto the immuno-blotted membranes, exposed onto medical grade x-ray films (Agfa) and developed (Medical X-ray processor, Carestream Health). 
